Demethoxyrapamycin is a new antifungal antibiotic which is co-produced with rapamycin by Streptomyces hygroscopicus. It was isolated as a minor component during recovery of rapamycin. Its antifungal and antitumor activity is compared with that of rapamycin.
The production, isolation and structure of rapamycin have been reported previously',',').
The rapamycin producing organism Streptomyces hygroscopicus NRRL 5491 also produces a structurally related antifungal compound AY-24,668. Initially, it was isolated as a minor component from the fermentation broths of rapamycin. FINDLAY et al.') recently reported the structure of AY-24,668 as 29-demethoxyrapamycin ( Fig. 1) . In this paper, we are describing the change in fermentation conditions of rapamycin to produce larger amounts of AY-24,668 and facilitate its isolation. The biological activities of AY-24,668 and its comparison with that of rapamycin is also reported.
Production of AY-24,668
The producing strain, Streptomyces hygroscopicus NRRL 5491, was grown and maintained on tomato paste -oatmeal agar, as previously described.) Good growth and sporulation were obtained in 7 -15 days of incubation at 25°C.
Spores from one slant were suspended in 10 ml of sterile distilled water to constitute the first spore inoculum.
To a 500-m1 Erlenmeyer flask, 50 g of "pot" barley and 25 ml of tap water were added. The contents were mixed and autoclaved at 121°C
for 45 minutes using the fast exhaust cycle of the autoclave. The flasks were cooled and shaken to break the clumps. Each flask was inoculated with 2 ml of a spore suspension obtained from a slant. The inoculated flasks were incubated at 25°C and 700% relative humidity for 5 days and were shaken once a day during incubation. Then, 50 ml of sterile distilled water was added to each flask and the spores were suspended by agitation on a gyrotory shaker for 5 minutes. This suspension was used as the spore inoculum without any further adjustment.
Unbaffled, 2-liter Erlenmeyer flasks were filled with 500 ml of an inoculum medium consisting of for the production of rapamycin is 25°C.2' At elevated incubation temperature of 32`C, the production of rapamycin is inhibited by 70%, whereas the production of AY-24,668 is not affected. After 30-35 hours incubation, the pH started to drop but was controlled at 6.0 by on-demand addition of ammonia gas injected into the medium through air filter. The maximum titers were obtained in 96
hours. In a typical run AY-24,668 was produced at levels of 40 jig/ml, whereas under the same conditions of fermentation concurrently 170 jig/nil of rapamycin were produced.
Reverse phase high performance liquid chromatography was used to determine the antibiotic titer.
A 5-ml sample of fermentation broth was diluted to 50 nil with methanol and shaken vigorously for 10 minutes. The methanolic extract was filtered through a Millipore filter and injected into a HPLC "Bondapak" C18 column through a 20 lit loop . 70°.,0' Methanol in water was used as solvent. The titers of antibiotic AY-24,668 were estimated from the peak heights of standards and unknown broth samples by interpolation.
Isolation of AY-24,668
The fermentation broth was adjusted to pH 4.0 witli a 30% solution of sulfuric acid and filtered 
